Supplemental Figure legends

Figure S5
: Import of myc-GFP-TNRC6A NES-mut requires Impβ. Impβ was knocked down using two different siRNAs and localization of myc-GFP-TNRC6A NES-mut was determined by detection of GFP signal. Shown are the same cells as in Fig. 4 with an expanded field of view. 
Supplemental methods
Transfections and RNA interference
Plasmids
Following plasmids have been previously published: pCS2-Ago2 (3), pCS2-GFP (4), pIRES-Flag/HA-Ago2 (5), pIRES-Flag/HA-Ago2 Y529E (6), pIRES-Flag/HA (5), pIRES-Flag/HA-FA (6), pIRES-Flag/HA-SV40NLS-Ago2 (3), pOG44 (Life Technologies), pmyc-GFP-TNRC6A
(1709 aa TNRC6A, (7)), pmyc-GFP-TNRC6A NLS-mut (7), pmyc-GFP-TNRC6A NES-mut (7), pmyc-GFP-TNRC6A ∆GW (7), pmyc-GFP-TNRC6A ∆GW NES-mut (7) were taken from (10) . qPCRs were run on a CFX96 cycler (Bio-Rad) and data were analyzed using ∆∆Ct method. RNA for Northern Blot was prepared using TRIzol reagent (Life Technologies) according to the manufacturer's procedures.
Expression and purification of recombinant proteins
Expression of human Ago2 with Bacculo system was done essentially as described before (11) using Spodoptera frugiperda-21 cells in Sf-900 II SFM medium (Invitrogen) and pFastBac-HTa- Recombinant human importins α1, α3, α4, α5, α7 and β were expressed as C-terminal GSTfusion proteins and purified as described before (12), Impβ was additionally expressed as C- 
HA
Nucleo-cytoplasmic fractionations
Nuclear and cytoplasmic extracts from HeLa cells were prepared using NE-PER Kit (Thermo Scientific) according to the manufacturer's protocol with following modifications. Nuclear extract was prepared by resuspension of nuclear pellet in RIPA buffer and centrifugation as described above. Whole cell extract was prepared as described above using RIPA buffer.
Co-immunoprecipitations
Co-immunoprecipitations (CoIPs) of myc-GFP-TNRC6A and Impβ were done from transiently Recombinant His-Ran Q96L was mixed with 1.5 µl 100 mM GTP, preincubated for 15 min on ice and complete reaction was added to the CoIPs when indicated.
Northern Blot
Northern Blot was done from total RNA preparations essentially as described in (10 
